We developed a simple, rapid method for demonstrating bacterial flagella with Ryu staining solution that gave satisfactory results for numerous motile and nonmotile bacteria. Two major advantages of this method are that the staining solution, ready for use, is stable at ambient temperature indefinitely and that microscopic examination of bacteria in performed rapidly.
Staining solution. (i) Solution 1. Mix 10 ml of 5% carbolic acid solution (Mallinckrodt Chemicals, Inc., St. Louis, Mo.), 2 g of tannic acid (powdered; J. T. Baker Chemical Co., Phillipsburg, N.J.), and 10 ml of saturated aluminum potassium sulfate 12-hydrate (crystal, J. T. Baker Chemical Co.).
(ii) Solution 2. Prepare a saturated solution of crystal violet in ethanol (12 g per 100 ml).
(iii) Final stain. Mix 10 parts of solution 1 (mordant) with 1 part of solution 2 (stain) and store the mixture at ambient temperature. Ryu (11) (6) to obtain isolated colonies and incubate in an appropriate gaseous environment (candle extinction jar for facultative anaerobes; chamber containing 5% 02-10% CO2-85% N2 for microaerophiles; anaerobic system containing 5% C02-10% H2-85% N2 for obligate anaerobes) at 35°C for 18 to 72 h.
(ii)
Step 2. As soon as adequate growth is evident, pick a colony with an inoculating needle, taking care not to pick up agar, and lightly touch the needle to the center of each of 2 drops of distilled water on a new microscope slide (precleaned by the manufacturer) (Fig. 1) .
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